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A previous paper (Harrison, 1984) described in full the formulation of an ethanol-acetic acid-formolsaline (EAFS) fixative for routine use with special application to non-perfusion fixation of rat lung. We have subsequently further modified the mixture to include glyceroL following the advice of Hinton, Walker, Pinkstaff and Zuchelkowski (1984) who compared the performance of Davidson's fluid (Mahoney, 1973) , which contains glycerol, with other alcohol-acetic acid-formalin mixtures. Trials were performed in this Laboratory with EAFS modified by the addition of 10% or 5% glycerol. A wide range of rat tissues was fixed, including non-perfused lung. Both solutions gave excellent results with notable improvements in some tissues. especially liver and kidney; the 5% mixture was preferred because the higher viscosity of the 10% mixture appeared to impair slightly the deep fixation of lung tissue.
The composition of this new ethanol-glycerolacetic acid-formol-saline fixative (EGAFS) is:
Like the original EAFS, this fixative is very simple to make up and use and requires no washing-out procedures.
It is very versatile in use and has a flexible fixation period (1 or 2 days gives best results).
Nuclear fixation is good, shrinkage minimal. EGAFS is particularly recommended as a high quality replacement for fixatives such as Bouin's which have been used traditionally despite their various disadvantages.
When fixing pieces of non-perfused lung, best results are obtained if the tissue is held fully submerged in the fixative by the use, for example, of a paper or cotton wad. Routine staining with Ehrlich's haematoxylin and eosin is recommended; removal of formalin pigment is best achieved by incorporation of 0·01 % KOH in 80% alcohol (10 min) in the staining schedule. Fixed tissue may be stored in 70% alcohol. Ethanol (absolute) Glycerol 40 parts 5 parts Acetic acid (glacial) Formaldehyde (40'/'0) Saline (0·9% NaCl) 5 parts 10 parts 40 parts
